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^#t?o WRI31C Jc ^Iga^gUiilJ. ic^LrcWTlatfe^Se^iJiomilOllS^-'b 1130 

-fe cfc -5 o 

[ 0 0 2 7 ] 

C^Sfef^J 2 ] mmi^^h- Jc D'^s iRNA^3a-< ^ 9 -com A 

WTlaife^ ^^^^-r -SFibrosareoma eel! line HT- 1 0 8 0 MM^ 1 0%#Du 1 beeco ' s Mod 
i 1 led Medium (DMEM) (^Xi^^Lfzo h V 7' >- ^ 7s L /cHT- 1 0 8 0 lfflfla2 x 10^ eells/2ml 
^6 well platelc^t. 2 4^? fi,^ |t ic F ug e n e 6 (ROCHE) ^ ffi T WR 1 4 5^ - ifc vui ^ 
^ 5^ - 2 M g^HT-lOSOIfflfla-xiPA L fcio 
[ 0 0 2 8 ] 

immm si s\Mk¥iM-< ^ 5'-ic ^wi-momm^mmwu 

. 24h. 48h. ^fzitUhi^^L. mm^C^U^Lfzo mm^^^U^it. h ') y°i^ ^ XL 

rz^m.mm^m^^xM.^Lrz. 

[ 0 0 2 9 ] 

HT-l 0 8 0*ffl flS WT He Mi- -5. s iRNA^^^ ^ 9 -^mA~t ^ t^y h v^- >i<7y^-< ^ 9 - 



[ 0 0 3 0 ] 
[ 0 0 3 1 ] 

imtl&m 4 ] s iRNAI&m--^ ^ ^ -tc J: ^WTl 17AA mUk^^MmMl 
WRI4-~< ^ 5^ -ic J; 17AA mRNA<?> ^^Jfll ^Ij ^ RT-PCR>£ Jc >)^mLrz. 
HT- 1 0 8 0^^32 X 104,WflaicM LWTl HAA^ISffe ic xt i" -5 RNAi IE3a-« ^ 5^ - WR 1 -4 ^ f:: ^ 
^ 57 - 2 M g ^ F u g e n e 6 (R o c h e ) ^ ffl T L i p o ( e c t i o n ic J; Iffl US 1*1 Ic i| A L „ A ^ 9 6 H r 
X-mm^kMi^Lrz. iifla^ H ^ X LPBSIcT 2[Hl-^it^. Trizol^mv^T total RN 

A^totiiL. 2MS<^total RNA^HMiiL. dT p r i me r ^ ffl MMLV reverse transcriptase 
l¥l±TX cMk^^m,L fz. iXlC. WT1<J0 1 /AAglSti^ ti ^ t? J: 7 tc^i+ L 7 ^ "7 - K 7' ^ 
V — 5 * - g a c c t g g a a tea gat g a a c 1 1 a g -3 ' ( ffi^O S -f- 7 ) JkZi^ ') — ^ ^' ^ 
5'- gag aac ttt cgc tga caa gtt -3' (ffi^US^S) ^ ffl T PCR^ . 
^ <?^PCR^i^^ agarose g e 1 4^ T"a:tl*Sll ^ ff o T . WTl 1 7 AA (+) Jc D*' 1 7 AA (-) raRNAc?>#& 

[ 0 0 3 2 ] 

S ^ 13 2 -t o WRI-4IE3a-< 5'-^i>ALfclfflflaTM7AA(l) WTl m R N A M c?5 

T If" ^hflfz. 

[ 0 0 3 3 ] 

[0 1] WTlmRNA^Ig® t i" -5 s iRNA^m^ ^ 5^ - IC J; -2, HT- 1 8 0 0*E)jac?^ li M W §0 ^ 
[132] WTlmRNA^IgS^ i: i-^ s iRNA^^-^ 5^ -IC J; -5 17AA (+) WTl mRNA<?>^^» 



SEQUENCE LISTING 

<110> SUGIYAMA. HARUO 

<120> SMALL INTERFERING RNAS TARGETING WTl AND USES THEREOF 

<130> C1-A0401 

<160> 8 

<170> Patentin version 3.1 

<210> 1 

<211> 30 

<212> RNA 

<213> Artiiicial 

< 2 2 0 > 

< 2 2 3 > An a r t i I i c i a 1 1 y synthesized RNA 
<400> 1 

agcuccagcu cagugaaaug gacagaaggg 30 



<210> 2 

<211> 30 

<212> RNA 

<213> Artiiicial 

< 2 2 0 > 

<223> An artilicially synthesized RNA 

<400> 2 

cccuucuguc cauuucacug agcuggagcu 30 



<210> 3 

<211> 96 

<212> DNA 

<2 13> Artificial 

< 2 2 0 > 

<223> An artilicially synthesized DNA 
<400> 3 

cccttctgtc catttcactg agctggagct aaaactcgag aaaaagctcc agctcagtga 60 
aatggacaga agggggtacc ccggatatct tttttt 96 



<210> 4 

<211> 30 

<212> DNA 

<213> Artificial 

< 2 2 0 > 

<223> An artificially synthesized DNA 

<400> 4 

aaggtggctc ctaagttcat ctgattccag 30 



<210> 5 

<211> 30 

<212> DNA 

<213> Artificial 

< 2 2 0 > 

<223> An artificially synthesized DNA 

<400> 5 

ctggaatcag atgaacttag gagccacctt 30 



<210> 6 

<211> 3030 

<212> DNA 

<213> Homo sapiens 

<400> 6 

ggggtaagga gttcaaggca gcgcccacac ccgggggctc tccgcaaccc gaccgcctgt 60 

ccgctccccc acttcccgcc ctccctccca cctactcatt cacccaccca cccacccaga 120 

gccgggacgg cagcccaggc gcccgggccc cgccgtctcc tcgccgcgat cctggacttc 180 

ctcttgctgc aggacccggc ttccacgtgt gtcccggagc cggcgtctca gcacacgctc 240 

cgctccgggc ctgggtgcct acagcagcca gagcagcagg gagtccggga cccgggcggc 300 

atctgggcca agttaggcgc cgccgaggcc agcgctgaac gtctccaggg ccggaggagc 360 

cgcggggcgt ccgggtctga gccgcagcaa atgggctccg acgtgcggga cctgaacgcg 420 

ctgctgcccg ccgtcccctc cctgggtggc ggcggcggct gtgccctgcc tgtgagcggc 480 

gcggcgcagt gggcgccggt gctggacttt gcgcccccgg gcgcttcggc ttacgggtcg 540 

ttgggcggcc ccgcgccgcc accggctccg ccgccacccc cgccgccgcc gcctcactcc 600 



ttcatcaaac aggagccgag cto^gcuc uuagccgc acuuagca gtgcctu^c 660 

gccttcactg tccacttttc cuccagttc actucacag ccggagcctg tcgctacggg 720 

cccttcggtc ctcctccgcc cagccaggcg tcatccggcc aggccaggat gtttcctaac 780 

gcgccctacc tgcccagctg cctcgagagc cagcccgcta ttcgcaatca gggttacagc 840 

acggtcacct tcgacgggac gcccagctac ggtcacacgc cctcgcacca tgcggcgcag 900 

ttccccaacc actcattcaa gcatgaggat cccatgggcc agcagggctc gctgggtgag 960 

cagcagtact cggtgccgcc cccggtctat ggctgccaca cccccaccga cagctgcacc 1020 

ggcagccagg ctttgctgct gaggacgccc tacagcagtg acaatttata ccaaatgaca 1080 

tcccagcttg aatgcatgac ctggaatcag atgaacttag gagccacctt aaagggagtt 1140 

gctgctggga gctccagctc agtgaaatgg acagaagggc agagcaacca cagcacaggg 1200 

tacgagagcg ataaccacac aacgcccatc ctctgcggag cccaatacag aatacacacg 1260 

cacggtgtct tcagaggcat tcaggatgtg cgacgtgtgc ctggagtagc cccgactctt 1320 

gtacggtcgg catctgagac cagtgagaaa cgccccttca tgtgtgctta cccaggctgc 1380 

aataagagat attttaagct gtcccactta cagatgcaca gcaggaagca cactggtgag 1440 

aaaccatacc agtgtgactt caaggactgt gaacgaaggt tttctcgttc agaccagctc 1500 

aaaagacacc aaaggagaca tacaggtgtg aaaccattcc agtgtaaaac ttgtcagcga 1560 

aagttctccc ggtccgacca cctgaagacc cacaccagga ctcatacagg taaaacaagt 1620 

gaaaagccct tcagctgtcg gtggccaagt tgtcagaaaa agtttgcccg gtcagatgaa 1680 

ttagtccgcc atcacaacat gcatcagaga aacatgacca aactccagct ggcgctttga 1740 

ggggtctccc tcggggaccg ttcagtgtcc caggcagcac agtgtgtgaa ctgctttcaa 1800 

gtctgactct ccactcctcc tcactaaaaa ggaaacttca gttgatcttc ttcatccaac 1860 

ttccaagaca agataccggt gcttctggaa actaccaggt gtgcctggaa gagttggtct 1920 

ctgccctgcc tacttttagt tgactcacag gccctggaga agcagctaac aatgtctggt 1980 

tagttaaaag cccattgcca tttggtgtgg attttctact gtaagaagag ccatagctga 2040 



tcatgtcccc ctgacccttc ccttcttttt ttatgctcgt tttcgctggg gatggaatta 2100 



ttgtaccatt ttctatcatg uatatttat aggccagggc atgtUatgt gtctgctaat 2160 

gtaaactttg tcatggtttc catttactaa cagcaacagc aagaaataaa tcagagagca 2220 

aggcatcggg ggtgaatctt gtctaacatt cccgaggtca gccaggctgc taacctggaa 2280 

agcaggatgt agttctgcca ggcaactttt aaagctcatg catttcaagc agctgaagaa 2340 

aaaatcagaa ctaaccagta cctctgtata gaaatctaaa agaattttac cattcagtta 2400 

attcaatgtg aacactggca cactgctctt aagaaactat gaagatctga gatttttttg 2460 

tgtatgtttt tgactctttt gagtggtaat catatgtgtc tttatagatg tacatacctc 2520 

cttgcacaaa tggaggggaa ttcattttca tcactgggag tgtccttagt gtataaaaac 2580 

catgctggta tatggcttca agttgtaaaa atgaaagtga ctttaaaaga aaatagggga 2640 

tggtccagga tctccactga taagactgtt tttaagtaac ttaaggacct ttgggtctac 2700 

aagtatatgt gaaaaaaatg agacttactg ggtgaggaaa tccattgttt aaagatggtc 2760 

gtgtgtgtgt gtgtgtgtgt gtgtgtgttg tgttgtgttt tgttttttaa gggagggaat 2820 

ttattattta ccgttgcttg aaattactgt gtaaatatat gtctgataat gatttgctct 2880 

ttgacaacta aaattaggac tgtataagta ctagatgcat cactgggtgt tgatcttaca 2940 

agatattgat gataacactt aaaattgtaa cctgcatttt tcactttgct ctcaattaaa 3000 

gtctattcaa aaggaaaaaa aaaaaaaaaa 3030 



<2 1 


0> 


7 


<21 


1> 


23 


<21 


2> 


DNA 


<2 1 


3> 


Ar t 



< 2 2 0 > 

<223> An artificially synthesized primer sequence 
<400> 7 

gacctuaatcagatgaacttag 23 



<210> 8 

<211> 21 

<212> DNA 

<213> Artificial 



< 2 2 0 > 

<223> An artificially synthesized primer sequence 

<400> 8 

gagaactttcgctgacaagtt 21 



imm^] mm 
[m 1 ] 



120 



100 



80 




60 





40 



20 



0 



[121 2 ] 



24h 



P<0.0001 



48h 



P<0.0001 



Mock 



WRI-4 




72h 



WTl 17AA(+) 
RNAi K^^ — 



Mock 



1 7AA(H- ) 




mm] 



595090392 

19950601 



^PIxWKffirtfiSJtH 2-1 9-30 



